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SYBR quantitative PCR assay for detection of P.y yoelii ATG8
After 2×10
5 P.y yeolii sporozoites were incubated with 1×10
5 Hepa 1-6 for 3 h, cells were washed to remove the extracellular sporozoites, and then treated with or without rapamycin, 3-MA, or their combination for 24 h. Total RNA was isolated and reversely transcribed, and the PCR reaction was set up using SYBR ® Premix Ex Taq TM II 2× (TAKARA, Japan). The PCR conditions consisted of an initial denaturation at 95°C for 30 s followed by amplification for 40 cycles of 15 s at 95℃ and 50 s at 60℃. The primers for P.y yoelii ATG8 were , the levels of P. y yoelii ATG8 and mouse GAPDH were measured semi-quantitatively using Illumina Eco software (Illumina, San Diego, Figure S1 . The effect of rapamycin on the transcription of P. y yoelii ATG8 and P.b ANKA asexual stage development. A, Sporozoites were incubated with Hepa 1-6 and treated with or without rapamycin, 3-MA, or their combination for 24 h. Total RNA was isolated and reversely transcribed, and the levels of both P. y yoelii ATG8 and mouse GAPDH were detected by real-time PCR. The relative level of P. y yoelii ATG8 was expressed as the ratio of P. y yoelii ATG8/GAPDH. B, P.b ANKA pRBCs was taken from the infected mouse, and cultured in the presence or absence of rapamycin for 16 h. P.b ANKA pRBCs were stained with Giemsa, and parasitemia was quantified.
